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AMENDMENT TO GLP TEST PROTOCOL AT S ··:::::·.LABS 

Amendment No.: 1 

Effective Date: 10/31/12 

Sponsor: Sanosillnternational, LLC 
91 Lukens Drive, Suite A 
New Castle, DE 19720 

Test Facility: AT$ Labs 
1285 Corporate Center Drive, Suite 110 
Eagan, MN 55121 

Protocol Title: Efficacy of a Disinfectant Applied to a Room Via a Fogger or 
Misting Device 

ATS Labs Protocol Number: SAN011 01 111.CUST 

ATS Labs Project Number: A14152 

Modifications to Protocol: 

A On the day of testing, the Sponsor requested that the HVAC vents in the ce1hng be covered and 
a humidlfier/dehumrdifier be used in the testing room to target 35-45% room humidity pnor to 
runn1ng each cycle. 

. 8 On each day of test1ng, the Spcmsor instructed the technician to start 1he machine by holding 
the start button in for two seconds. 

C Per Sponsor request, the protocol is being amended to clarify the exprratron dates for each lot of 
test substance. The expiration date of 3/21/12 for Lot 1109C is rncorrectly listed in the protocol 
and 11 should be 3/21/2013. The expiration date for Lot 121001 is 9/1/2013 and the expirat1on 
date for Lot 1206D rs 6/30/2013. 

Changes to the protocol are acceptable as noted 

10- 3(-(~ 
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PROTOCOL 

Efficacy of a Disinfectant Applied to a Room Via a Fogger or Misting Device · 

Test Organism: 

Clostn"dium difficile - spore form (43598) 

PROTOCOL NUMBER 

SAN011 01111 GUST 

PREPARED FOR 

Sanosillntemallonal, LLC 
91 Lukens Dnve. SUite A 
New Castle. DE 19720 

PERFORMING LABORATORY 

ATS Labs 
1285 Corporate Center Drive, Suite 110 

Eagan, MN 55121 

PREPARED BY 

Matthew Sathe B.S 
Semor Microbiologist 

-DATE 

October 11. 2011 
Revised Dale: July 18, 2012 

Final Rev1s1on: October 10. 2012 

PROPRIETARY INFORMATION 

lHI" OOCUIIENT IS IHt PROPERTY Of AND CONTAINS PROPRIETARY INf"ORMATIOI~ OF ATS LABS NEITHER mrs OOCUMEIIT NOP INFORMATION CONTAINED HEREIN IS TO BE REPRODUCED OR DISCLOSED TO OTHERS IN Y\IHOLI: OR IN 
F'APl NOR USE[) rOR ANY PURPOSE OTHER THAN THr PERFORMANCE OF nus 'vVORK ON BEHALF OF THE SPONSOR Wllrtr.IJJ PRIOR WR I1 lEN PERMI~lON OF ATS LASS 
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Efficacy of a Disinfectant Applied to a Room Via a Fogger or Misting Device 
SPONSOR: Sanoslllntemalional, LLC 

91 Lukens Dnve, SUite A 
New Castle, DE 19720 

TEST FACILITY· ATS Labs 
1285 Corporate Center Dnve. Surte 110 
Eagan MN 55121 

PURPOSE 
rhe purpose or 'hiS assay 1s to determ1ne the efficacy or a room bto-decon1am1nauon system us1ng a diSinfectant aoohed by a fogger or m1shng devrce 1n a sealed large volume enclosure 

TEST SUBSTANCE CHARACTERIZATION 
T~st .uhstance character,zatron as to content,. stab1hly, etc. (40 CFR Part 160, Subpart F ( 160 105]) 1s the respon~1blllty ol the Sponsor The test substance shall be characterized by lhe Sponsor pnor to the expenmcntal sran date of th1s study Pert1nent Information, Which may affect the outcome of th1s study. shall be communicated 111 wnting to the Studv Director upon sample submission to ATS Labs 

SCHEDULING AND DISCLAIMER OF WARRANTY 
Expenmental slart dates are generally scheduled on a first-comeJflrst-serve basts once ATS Labs rece111es the Sponsor approved/completed protoco~ srgned fee schedule and corresponding test substance(s) Based on all requ1red matenals be1ng recerved at this time. the proposed experimental start daters October 15. 2012 Verbal resulls may be g1ven upon completion of the study with a wntten report to follow on the proposed completion date or Novembor 15 2012. To expedtle scheduling, P.lease be sure all required paperwork and test substance oocumcntat•on IS -:omplete/accurate upon arrival at ATS Labs 

If a tcsL must be repeated, or a portion of tt, due to failure by ATS Labs to adhere to specrlied procedures. 11 wrll be repealed free of charge If a test must be repeated. or a portion of it, due to failure or rnlemal controls 11 w1ll be repeated free or charge ·Methods Development• fees shall be assessed, however. rf the test substance and/or test system reqUire modrlicatrons due to comptexrty and dtfficulty of testrng. 

If the Sponsor 'requesls a repeat test. they will be charged for an addlllonattest 

Nerther the name of ATS Labs or any of tis employees are to be used m advertising or other promohon without wntten consent from A TS Labs 

Tne Sponsor 1s responsible for any. re1ection of the final report by the regulatmg agenc1es concermng report format. pag1nauon etc To prevent reJection, Sponsor should carefully review the ATS Labs final report and noufy A TS Labs of any percerved defic1enc1es 1n these areas before submission or I he report to the regulatory agency A TS Labs wrll make reasonable changes deemed necessary by the Sponsor. without alienng the techn1cal data 

JUSTIFICATION FOR SELECTION OF THE TEST SYSTEM 
RegulAtory agenr:res reqwe tha t specific sponcidal disrnfeclion clarms for a dlsmlectant product and b1o-decontam1nat•on system 1ntended for use on hard surfaces be supported by appropnate screnttflc data oemonS!fat.ng the efficacy of the product and delivery system against the cla1med test organ1sm The U S EPA ~yp1cally requ11es the test1ng of 3 independent lots .or test substance, one of wh1ch must be ~60 days old at the lime of test. to substantiate eff1cacy daur1s Tesung rs accomplished In the laboratory by treating the lest orgamsm w1th the tesl Sdb~tancP und;;r cond1l1ons whtGh srmulate as dosely as poss1ble the actual cond1l10ns under wh•ch the test suostanr.e 1s des•gned to be used The expenmental des1gn •n th1s protocol meets these requ11ements However thiS protocol nas not been rev1ewed by regulatory agencie!> lor registration complrance Acceptance of lh1s protocol by a regulatory agency IS the respons1b1lity of the Sponsor. 
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Inoculated earners and appropnate chemrcal indtcators (Cis), rf applicable, are randomly placed wrthtn lhe sealed room The tnocula ted earners and Cis will be exposed lo the test substance for a specrfied exposure trme After exposure the camers. are lransferred to vessels contafmng neutralizing subculture media and assay.:d for ,;urvrvors Th~ Cis, rr used. w111. be ~l.sually exa~ined and observa\Jons will be recorded Appropnat.: cultwn punty v1ab1hty organrc so1l s~enhty, l'leu~ahzrng subculture medium sterllily earner population, HCI resrstilnCf' and neutrahzahon confirmahol'\ controls will be performed 

TEST METHOD 

rnble 1· 

Test Organism ATCC # Growth Medium Incubation Parameters 
Clostridium drfficile - spore form 43598 CDC Anaerobrc Blood Agar 

35-37"C. anaerobrc (or equrvalent) 
The test organrsm to be used In this study was obtained from the American Type Culture Collecuon (ATCC). Manassas. VA 

Preparatron of Room Enclosure 
The test room enclosure with dimensions 18'8.5" x 16'8" x t1 '9" totaling approxrmately 3663.7 feet1 or 104m~ wrll be used for testrng The room will be prepared by removrng any dirt and waste substances visrble to the naked eye. as applicable. This may Involve sweeping and mopping the floor and washrng down any vrsrbly drrty surfaces In addr!Jon. all porous surfaces Including. fabncs, curtains, etc wrll be removed from the room. Shelves or other sullable means of supporting the test carriers and Cis will be pos1tioned withrn the room 
Tt.e room enclosure w1ll be sealed prior to testing in order to rsolate the space 1n wh1ch the tesl substance wrll be ilPohed Ala m1mmum th1s will include sealing the door ex11tng the room by any appropnate means The HVAC vents rn the cerlmg of lhe lest rQom may be C9Vered, by Sponsor request ATS Lab's standard HVAC system supolemenled with a humrdrfier/dehumldlfier may be used lo reach the enwonmenlal condrltons requested by the Sponsor prtol to and dunng te~trng In addition, supplemental fans may be used to ass1st wilh d1stnbution of the tc~t substance at the Sponsor's request· 

Carriers 
8rul>heo stamless steel drsk earners (drameter =1 em thickness dJ.7 mm) wrll be used rn thrs test New sta1ntess ·steel disk earners wUI be soaked in a 1-5% solubon of Triton X-1 00 for a mrnrmum of one hour The earners wr tnen t;.e thorcughly rinsed at least 4 trmes tn de1onrzed water or unltl all soapy res1due IS gone The earners writ then be soaked 111 1 0 N NaOH for at least two hours to remove any res1dual sorl fhey wilt be nnsed until tt-e nns~ wate~ 1s nt•utral to phenolpf'lthalein then nnsed an add1t1onal two umes rn de1onrzed water All disks Will be ch:::ckcd lor prtltng rust or other defecls prror to sterrllzat1on All disks w1th defects w111 be drscarded. Cleaned earners w1ll be placed 1nto a sterile vessel then autoclave stenllzed Sterrle stamtess steel disks will be transferred 10 ncJIVIdual stenle Petn d1shes matted wrth filter paper 
The rn1ntm11m number of test carriers needed will be determrned by the equalton below 
Numhr:r of rest cam~rs = ((m3 1 0) I 2) + 15 

Where m 1 ... the volume of the room enclosure 1n cubrc meters 
When usrng I he test room w1th d1mensrons of 18'8.5. x 1 6'8' x 11'9", a min1mum of 62 test earners per organ1srn w111 oo used :o ubstant1ate drs1nfectant da1ms An alternate number ol earners may be ulthzed at lhe Sponsor's fCQLICSI 

Chenucat Indicators 
Chem1c.a1 rndrcators (Cis) rn the form of test stnps appropnate for the ac!IVe 1ngredrent may bt: supplied by the Sponsor. If they are used, they w11l be placed in the same locallons as the test earners Color changes demonstrated hy the Cis w•ll b~> recorded follovnng the completron of the test cycle The use of Cis rs slnctty to verrfy thr, d1stnbut10n ,f :r , lt:~t substance lhroughout the test1ng enclosure They wrll not be used to prov1de a !lUanhta!lve measure· of rest ';ubstance concentratiOn 
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From a stock source (for example. a stock plate): Inoculate suffic1ent 10 ml tubes of BHI broth With the test organrsm 
Incubate the broth lubes for 2-5 days at 35-37"C under anaerobiC conditions. FollOWing incubabon, vortex-m1x the 
tiroth culture and 1nocutate suffiCient CDC AnaerobiC BlOOd agar (or eqUivalent) plates with 500 ~-tL of broth culture per 
plate. Spread the inoculum over plates. Incubate the Inoculated plates for 7-10 days at 3S..37"C under anaerobic 
conditions Following Incubation, harvest the growth from the plates by adding 3 mL of sterile deionized water to each 
plate and genUy scrap1ng with a stenle cell scraJ)er Remove the liquid from each plate and transfer to a sterile 
vessel Centnfuge-concentrate the suspension at 3<100-3800 RPM for<!: 20 minutes and concentrate the pellet 1n 
sterile deionized water (An 8X concentration Is recommended Alternate concentrations may be used where 
appropnate.) Centnfuge-concentrate the suspens1on a second time at 3400-3800 RPM for ~5 minutes. Remove 
the supernatant and resuspend the pellet In sterile deionized water (approximately equivalent to the volume of 
supernatant removed). Centrifuge concentrate the suspens1on at 3400·3800 RPM for ~5 minutes a third lime 
Remove the supernatant and resuspend the pellet 1n stenle de1onized water (approxtmatety eqUivalent to the 
volume of supernatant removed). Macerate the culture to umformity. The culture may be stored at 2-a·c for up 
to6 months 

Prtor to use in test1ng, heat an aliquot of working spore suspens1on for 1 0± t minutes at approximately 65±2"C 
Allow the suspenston to coot to room temperature The aliquot IS then punfied using a HtstoOenz soluhon Ftve 
(50) mL of 50% (wlv) HtstoOenz 1n stenle deionized water Is transferred to a suffictent number of 15 mL comcal 
tubes To each lube. approxtmately 1 ml of prevtously prepared spore suspenston IS plpetted to the lop of 
HtsloDenz soluuon CenlrHuge 1he tubes at approxtmalely 2000 x g for approximately 20 minutes using a 
swingtn[) bucket rotor Followtng centrifugation, the top three layers (upper clear layer. dense second layer. and 
thtrd clear layer) lrom each tube is· removed by ptpet and discarded. The fourth mostly pelleled layer. is 
comb• ned (as applicable) then resuspended by vortex m1x1ng One (1) ml volumes are transferred to 
mtcrocentnfuge tubes The mtcrofuge tubes are cenlnfuged for approximately 5 minutes at approximately 
16 000 x g The supernatant IS then discarded and the rema1mng pellet Is resuspended in 1-1 5 ml or cold PBS 
+0 1% Tween 80 (ST80) The resuspended material is centrifuged for approximately 2 minutes at approxtmately 
16.000 x g The supernatant 1s aga1n discarded and .the rematning pellet IS resuspended in 1-1 .5 ml of cold PBS 
+0 1 °1< Tween 80 (ST80) Thts step IS repeated 2 more umes lor a total of three washes Followtng the last wash 
tne supernatant IS d•scarded end the vellet IS resuspended •n ·an appropnate volume of diluent to target 
apprOXImately 2 X 10° spores/ml. 

The spore suspenston wtll be appropriatelY. exam1ned for quality -by any SUitable methOds (examples slatntng or 
pt~ase contrast mtcroscopy) and shall dem.onstrate a mimmum 95% spore to vegetative cell ratto 

A standaro organiC SOli load may be added to the test orgamsm suspenSIOn at the Sponsors request. Alternate 
sotls may be used at the request of the Sponsor If the standard soil load IS requested. the so11 load mixture will 
cons1s1 of tryptone bovtne serum albumin, and bovine muctn For example, when prepanng a 500 ~L tnocutum 
add 25 1.L of 5% bovine serum albumtn and 100 11L 04% mucm and 35 11L 5% tryptone to 340 11L tesl organ1sm 
suspenston EqUivalent dilutions may be made 

Contamination of Carriers 
The carriers wtll each be tnoculated wtlh 0.01 mL ( 10 ~L) of a prepared suspension us1ng a calibrated p1pettor, 
uniformly spreadtng the suspension over the test surface The dish will be covered tmmedtately and the 
procedure repeated unlit all earners have been inoculated The contaminated earners w111 be placed in a destocator 
contamtng active destccant A vacuum wtll be drawn and the earners w1ll be dned for a m1ntmum of 2 hours under 
ambtent conditions Carriers may be held in the desiccator containing acttve desiccant :S30 days The actual 
drytng and/or storage ttme wtll be clearly documented 

C:~rrior Placement in the Room Enclosure 
Inoculated and dned test earners and Cis (1f applicable) \VIII be placed w1th1n the room to tnclude at a m1n1mum 

t All corners of the room 
2 Centrallocauons on all wall faces 
3 Central locahons on the noor 
4 Mulhple 1ocahons and hetghts wtlh•n the enclosed space 

____________ _:.Pr..:.:oPOO=::.:t"'Y::.!-·tntom.•t<Jt~-----------------
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Cilrners w111 be placed In near ver11cal and honzontal posthons throughout the room Cis, if used, will be placed 1n a 
paued fashion Wlth an Inoculated test earner. The approx1mate locatJons of test earners, Cis (if applicable). vents 
doors. apphcauon equ1pment, and fans (if used) will be documented See protocol attachment for pos11tomng doaqram 

Test Substance and Equipment Preparation 
The test substancels) to be assayed will be used as directed by the Sponsor. If a dilution of the test substance os requested by the Sponsor the lest substance(s) Wlll be diluted by ATS Labs and will be apphed wrthin three hours 01 clolu11on 'The appropnat., lest substance volume wrll be added to the Sponsor provided apphcabon equipment and 
wtll be activated per Sponsor's mstruction. Alternately, the Sponsor or Sponsor Representative may be present on the day of testing to prepare and activate the application equ1pment 

Exposure Cond111ons 
Once each of the 1noculatf'd earners 1s positioned and the required enwonmental cond1t1ons have been ach1eved 
the lid of eo:~ch Petn d1sh conta1111ng the Inoculated carrier will be removed The application unit Wlll be actlllated the 
tcchruaan will Immediately e..r1t the room, and the room Wlil be sealed. The total Ume from activation to the compteuon 
of cycle wilt ll'? documented and reported The room exhaust w111 be venfied to be off unless otherWise cltrected by the Sponsor 

F ollowmg the C01npltt1on of the test cycle, the room may be aerated as Indicated by the Sponsor In order to assure 
the tecnmaans may safely enter the room. If an aeration step Is reqUired, the total aeratJon bme w111 be recorded and 
rcpor.ed 

Test System Recovery 
i\flcr exposure to the test substance, the treated test carriers wilt be individually transferred usmg stenle forceps 
to 10 ml ahquots of neutralizing subculture medium (representing the I 0° dilution) The vessel conta1n1ng the 
carrio?r will be somcated for 5 mmutes. Carriers may be scraped with a sterile device 1f Inoculum is still VISible on 
the surface after somcallon Following sonication, each earner will be vortex mixed for aporoxtmately 45 GO seconds T11e entire contents witt be filtered by transfemng the t1qu1d froni each vessel onto the surface of a 
hiler m"'T!br ane and evacuating the contents. Ten (1 0) ml of stenle sahne Will be .added to the vessel containing L'le 
earner and n w111 ne vortex mtxed The rinse sotubon Will be filtered using the same filter membrane as the 10° d1tu••on Tht!: nn!:t: step \VII be repeated for a total of 3 nnses Upon completion of the nnses, each filler membrane 
w1ll be aseptically removed from the filter unit and 1Jiaced onto the surface of an agar P,late appropnate for the 
recovery of the test orgamsm 

•f Cis are used. the~· w111 be observed for color change and the results Will be recorded 

tncubat1on and Observation 
Subcultures will be tncubated anaerobically at 35-37•c for 48:t4 hours tf necessary the subcultures may be stored 
at 2·8·c for up to three days pnor to exam1nat1on 

Upon comptet•on of 1ncubahon the number of survtvors will be enumerated. Representatrve subcultures showmg 
growth may be subcultured sta1ned and/or biOChemically assayed to confinn or rule out the presence of the test 
orgamsm 

STUDY CONTROLS 

Purity Control 
A streak plate tor osolahon· wttl be performed on the organtsm culture and follow1ng mcubahon exam1ned i!l order t-. ..:onitrm the presence o1 a pure culture The acceptance cntenon for th1s study control IS growtn of a pure 
Citlture rjemor,stri'!\lng ~atony morphology typ1cat of the test orgamsm 

Org<Jnrc Soil Sterrlity Control 
1f apphcablr- the serum used for so1t toad Wlll be cultured mr:ubated, and vtsuatly examtned for lack ol growth Tn;: 
occeptancc crttcnon lor thiS study controlts lack of growth 
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l\ representative untnoculated earner Wlll be added to the neutrall~ing subculture medtum A 1 ml aliquot ol the 
suspens•on w111 be plated on appropriate agar, Incubated, and vtsually exammed for growth The acceptance cntenon 
for th•s study controlts lack of growth. 

Neutralizmg Subculture Medium Sterility Control 
A 1 ml c11iquot of the untnoculated neultalizing suba.Jiture medium will be plated on appropnate agar Incubated. and 
v1sually ~xamtned for growth The acceptance critenon for thts study control is lack or growth 

Vtabiltty Control 
A representative Inoculated carrier will be added to the subculture medium A 0 1 mL aliquot of the suspension Wlll be 
pla teCl on appropnate agar, tncubated, and visually exammed for growth The acceptance cntenon for thiS study 
control1s growth 

Carrier Population Control 
TiltS control will be performed after the test exposure using inoculated earners that were placed wtlhin a sealed 
conlamet and held m tho test room during the test substance applicalion. 

A m1ntmum or three tnoculated earners for each lnoculallon/organtsm camer set Will be Individually assayed Each 
tnoculated carrier w111 be subcultured 1nto appropriate vessels containing 10 ml of neutrahztng broth. The vessels 
will be sontcated and vortex m1xed as In the tesl Appropriate senal ten-fold d1lu~ons Wlll be prepared and duplicate 
0 1 ml altquots spread plated on agar plate medium, and Incubated Followmg Incubation, the resulting colon1es 
v1111 be enumerated and the CFL! per carrier calculated. The Individual CFU per earner resulls will be calculated, 
anclthe Log,0 value of each carrier determrned ·The acceptance crltenon for lhts controlts a mintmum geometnc 
rn.:an value of~~ x 101 CFU/carner (~6 0 Log10) 

Neutrol tzatton Confirmation Control 
The neutrahzatton of the test substance will be confirmed by treating uninoculated carriers in the test room 10 
parallel w1th the test Upon completion of the treatment cycle, each earner w1ll be added to 10 ml of neutralizer 
1as 1n the test procedure) The contents will then be filtered and rinsed as tn the test procedure into a fitter u'nrt 
The filter w1ll be tnoculated Wllh S500 CFU of test organism, evacuated, and plated The same altquot(s) of the test 
.,gantsm w1ll be filter plated as a numbers ccintroi. Th1s control may be performed using multiple dilut1ons of the 
test organtsm The plates Will be Incubated with the test. 

Tr.e acceptance cntenon for th1s study control requtres the neutrahzauon control and corresponding populahon 
control resuns to be wtth1n ±1 0 Log· The control result 1N11l be reported us1ng data from the most appropnate 
d•luuon 

HC I Resistance Control 
Four 1noculated and drtl!d earners will be added to indiVIdual vessels conlatntng tO ml of 2 SN HCI After 
_ mtnuh.:S 5 mtnules. t 0 mmutes and 20 mmutes each earner w1ll be transferred to I 0 ml of Modtf1ed Flutd 
T'110QI'{C011ate med1um and muced A 0 I ml aliquot wrll be plated from each neutralized tube and the plates wtll 
De Incubated w1th the test The acceptance cntenon for this study comrol ts growth after at least 2 m1nutes of 
o:xpo~ure 

PROCEDURE FOR IDENTIFICATION OF THE TEST SYSTEM 
A TS L<Jb" mamta•ns Standard Operating Procedures (SOPs) relahve to efficacy testtng stud1es Efficacy testing IS 
penormed '" stnct adherence to these SOPs whtch have been constructed to cover all aspects of the work tnclud1ng. 
bur not hmued to. rece1pt, tog-tn and tracktng of biological reagents tncludtng test organ1sm strains for purposes of 
tdenttftcauon recerpt and use of chemical reagents These procedures are des1gned to document each step of 
e'ficacy testing studtcs 1\ppropnate re.ferences to medium batch number etc are documented 1n the raw data 
collected dunng the course ot each study 

Addlttonally each ethcacy test1s ass1gned a unrque ProJeCt Number when the protocol for the study IS tnthated by the 
.3tudy Otrector ThiS number IS used for identifica tion of the test subcultures, etc during the course of the test. Test 
subcultures are also labeled w1th reference to the test orgamsm expenmental start date and test 
prOduct M•croscopt<: anCllor macroscopic evaluatJons of pos1t1ve subcultures are performed 1n order to confirm the 
IC"'~I•IV or :he test organ1srn These measures are des1gned to document the identity of the test system 

Ptopr.atiJI}'IniMMIKI::_n ________ _ 
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STUDY ACCEPTANCE CRITERIA 

Test Substance Perfonnance Criteria 

Sanosollntemauonal LLC 

Page 7 of 12 
AT S -:t::·LABS 

fht:: L S EPA efficacy perfonnance requirements for label cla1ms requ1re that the test substance demonstrate a 
mtntmum of a 6 log,o or 99 9999% reductJon in numbers of the test organism as compared to the carrier populatJon control 

Control Acceptance Cnteria 
The study controls must perfonn accord1ng to the criteria detailed in the study controls descripbon section If any of 
ltle control acceptance criteria are not met. the test may be repeated under the current protocol number. 

METHOD FOR CONTROL OF BIAS: N/A 

REPORT 
The report wtll Include, but not be limited to, Identification of the sample, date received, tniUat1on and completion 
dates. tden!lhcauon of the orgamsm strains used, descnpuon of media and reagents, descnphon of the methods 
employed. tabulated results and conclusion as 1t relates to the purpose of the test, and all other items requared by 40 CFR Part 160 185 

PROTOCOL CHANGES 
11 '' becomes necessary to make changes an the approved protocol. lhe revisaon and reasons for changes v1111 be 
documented. reported to lhe Sponsor and wtll become a part of the permanent file for that study. Similarly the 
Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the validity or 
the study Standard operating procedures used In thas study wall be the correct effechve revis1on at the lime or the work Any m1nor changes to SOPs (for thls study) or methods used wrll be documented rn the raw data ;lnd 
approved by !he Study 01rector 

1ESf SUBSTANCE RETENTION . 
It is tile responsibility of the Sponsor to retain a sample of the iest substance. All unused test substance will 
be discarded following study completion unless otherwise indicated by Sponsor. 

RECORD RETENTION 

Study Specifrc Documents 

1\11 of 111e ongmal raw data developed exclusively for th1s study shall be arch1ved at ATS Labs These orrganal data 
1nc1ude. but are no1 hmrted to the following. 

All handwntten raw data for control and test substances ancludang, but not limited to. notebooks data 
forms and calculations 

2 Any prolocol amendments/deviation notifications 
3 All measured data used In formulaung the final report 
4 Memoranda specificataons. and 'other study specrfic correspondence relating to 1nterpretatron. and 

evaluation of data. other than those documents contaaned 1n the final study report 
5 Ong1nal sag ned protocol. 
6 Cert1fted copy of final study report 
7 Study·spec11ic SOP dev1atrons made dunng the study 

12~5: Cofl)Cralo C.:ntet Onvc Su.1c: 110 .. t:aggn MN ~~1:'1 • o77 287 tSJ 7ts .. 6~1 31V ~!110 • Fa. 651 J7\' b~49 
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The fol low1ng records shall also be archived at ATS Labs These documents include. but are not hm1ted to, the 
tollow1ng 

I SOPs wh1ch pena1n to the study conducted 
2 Non study spec1fic SOP deviations made dunng the course of this study which may affect the results 

obta1ned dunng th1s study 
3 Methods whiCh were used or referenced in the study conducted 
4 OA reports for each OA inspection w1lh comments 
5 Facility Records Temperature Logs (ambient, incubator etc), Instrument Logs. Calibration ana 

Ma,ntenance Records 
6 Current curncutum v1tae trammg records, and JOb descnpuons for all personnel involved in the study 

REFERENCES 

AOAC OifiCICJI Methods of Analysis, Sporicidal Ac11v1ty of DISinfectants. Eighteenth Edibon. 2006. 966 04 
Metnoo I and II 

2 Assoc1a11on of Official Analytical Chemists (AOAC) 2005 Germ1cidat and Detergent Santuzmg Acuon of 
Disinfectants Method 960 09 IPreparatJon of Synthehc Hard Water] 

3 US Envtronmental Protection Agency, Registration Division, Office of Pesticide Programs, 1982 Eff1cacy 
Data Reqwements, Disinfectants for Use on Hard Surfaces, DtSITSS-1 . 

4 US Enwonmental Protection Agency, Reg1stra1Jon Olv1sion, Office of Pestic1de Programs, 1979 Efficacy 
Data ReqUirements Supplemental Recommendations, DISITSS-2 

5 U S Envtronmental Protection Agency, Reg1strahon DiVISIOn, Orftce of PestiCide Programs. DISITSS·9 
July 11 1985 

6 US Enwonm~ntat Protection Agency, Registration DIVISion. Office of Pest1c1de Programs, Draft Protocol 
Protocol for Sterihzat1o'n of Porous and Non-Porous Surfaces w11h1n Sealed Enclosures us1ng Vaponzed 

1 iydrogen Pero.<1de" 
US Enwonmental Protection Agency, Registration D1vis1on, Office of PestJc1de Programs. 1982 Subsertes 
!) lA Public Health Uses In Pesticide Assessment Guidelines- SubdiVISIOn G (Product Performance) 

8 U s Enwonmental ProtectiOn Agency, 212009 ·Gu1dance for the Efficacy Evalullhon of Products vnlh 
Sponc1dal Cla1ms agatnsl Clostridium difficile" 

9 Amencan Soc1ety for Testing and' Material!! (ASTM). Standard Quantitaltve Disk Carner Test Method for 
Determining the Bactenc1dal. V1rucidal, Fungicidal. Mycobactenc1dal and Sponc1dal ActiVItieS of L1quid 
Chemical Germic1des. E 2197.2005. 

10 uS Enwonmental Protection Agency, Office of Chemical Safety and Pollution Prevention. Product 
Performance Test Gu1delines. OCSP~ 810.2000. General Cons1derattons for Public Health Uses of 
Ant1m1crob1al Agents. March 12, 2012 . 

11 U S Env11onmental Protection Agency, 9ff1ce of Chemical Safety and Pollution Prevention, Product 
Performance Test Gu1dehnes, OCSPP 810.2100· Stenlants • Efficacy Data Recommendations. March 12 
2012 

12 U S Enwonmental Protection Agency, Office of Chemrcal Safety and Pollution Prevenllon Product 
Performance Test Gurdellnes OCSPP 810 2200 Disinfectants for Use on Hard Surfaces· Eff1cacy Data 
Recommendatrons March 12, 2012 
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DATA ANALYSIS 

C;~lculations 

Number of Organisms Surviving per Carrier 

Sanostl lnternaltonal LLC AT S .~:;!;· .. LABS 
Page 35 of 38 

Sanostllnternattonat, LLC 

Page 9 or 12 

CFIJicamer = (average number colonteslplate@ dtlullonl x (dtlutton factor\ x !volume neutralized solulionl (number or earners tested) x (volume filtered or plated) 
Tht: earner populahon Will be calculated and reported using data from the most appropnate dtlulron(s) 

Geometric Mean of Number of Organisms Surviving on the Test or Control Carriers 
Gi'ometnc Mean = Anulog of ~ + LoalliXz + LoqJJ~&, 

N 
where X equals CFU/carrier and N equals the number of replicates tested 

Percent Reduction= [(a- b) I a] x 100 
Where a geometric mean of the number of organtsms surv1ving on the lnoculaled control earners b = geometnc mean· of the number of organ1sms surv1v1ng on the test carriers 

Log Reduction= Log10 (a)- Log,o (b) 
Where a - geomelnC mean Of the number Of OrgantsmS SUrviVIng On the inoculated COntrol earners b = geometric mean of lhe number of organtsms surviVtng on the lest earners 

Spore Purity= tOO% x A 
A+B 

Where ·.A = mean spore count 
B = mean vegetattve count 

Stat1sllcal An<~lys1s : 
No.,e used 
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Fmal Revision D:~tc. October 10, 2012 

STUDY INFORMATION 
(All sec/tons must be completed pnor to subfTIIItmg protocol) 

T ~st Substance (_Namo & Bnlch Numbors, including~ day old batcll- exactly ns it should appe3r on final report): 
_, • , • . • \ > '1 o 1- •r lk 1 2. I oo 1 1 "L o c.. 1::> ll 0 j C. 

) ' 
Specrfy <:60 day old batch:_......L.I\L6~.G-Gf~C..=:----- Expiration Dato :_-=3~/~ZC.LI.....:..../...:.1...:2...=-
Product Description; 

U Quaternary ammon1a 0 Peracetic ac1d D Sodium hypochlonte a Iodophor alPerOXJde 8 Other <;. ,I II c v 
Test Substance Active Concentration (upon submission to ATS Labs): l±t f, df-l"' f"t"" .,,Je .'"- '/. 7<;"%

1 
8~r ... , s. \J("t 

Neutralization/Subculture Broth: It! NeutraliZer letheen Broth + 0 07% LecrthiD + 0 5% Tween 80 + o 01% Catalase 
Recoverv Agar CCFA-HT Agar 

0 ATS Labs' Discretion By checking, the Sponsor authonzes ATS Labs, at 
their discretion. to perform neutralization confirmation assays at the 
Sponsor's expense pnor to tesung to determ1ne the most appropnate 
neutralizer (See Fee Schedule) 

Storage Cpndit ions: 
O'Room Temperature 
U?.-8 C 
U Other-----------

Haz<~rds 

.J None J<nown Use Standard Precautions 
13 Matcnal Safety Data Sheet, Attached for each product 
.J As Follows----------

Product Preparation 
0 No d1luuon requ~red Use as rece1ved (RTU) 
CJ 'DIIullonts) to be tested 

________ defined as . + -------,--
\example 1 ozJgalton) (amount of test substance) (amount of diluent) 

U oe,on,::ed Water (Filter or Autoclave Stenhzed) 
a Tap Water (F11ter cr Autoclave Stenhzed) 
0 AOAC Synthetic Hartl Water PPM U Other _______________ _ 

·Note: An cqwva/ent dilution may be made unless otherwise requested by tile Sponsor. 

Test Org;:m1sm: lil ClostrrdJUm d1fficile - (spore form) (A ICC 43598) 

Carrier Number: 62 per lot Chemical Indicators Supplied: 0 Yes UNo 

Cycle T1me: -140 m1nu1es (esumated 11me from acuvauon 10 1 ppm II,Q .. '"the tesl room Actual earner subculture 11me w1il be 
reporwa, 

Envtronrnental Exposure Temperature Range: _ _,_A,_,mb=·"'"'n"-1 __ 

Organ1c Soil Load 
U M1mmum 5% Organ1c So11 Load (Fetal Bov1ne Serum) 
::1- No Organ1c Sotl Load Reqwed 
J Other Example soli listed tn protocol. !BSA. muon and tryptonel 

- PtvpoullH)' '""""'"'' •• ------------------
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Protocol Number SAN01101111.CUST 

Revtscd DatrJ; July 18. 2012 

Fmal Rews1on Dille: Oc1ober 10, 2012 

TEST SUBSTANCE SHIPMENT STATUS 

Sanos•l lntemabonal, LLC 

Page11of12 

tJ Has been used 1n one or more previous studies at ATS Labs 
U HasJ~.cen shtpped to ATS Labs (but has ill1.1 been used In a previous study) 

/\. TS·:1:·LJ\BS 

Date sh1pped to ATS Labs--- -------­
'M 'Mil bt! ShiODed to ATS Labs 

Sent via ovem1ght delivery? 0 Yes 0 No 

Oat·~ of e"<pecled recetpt at ATS Labs:_':/"':d::-/,~J_.)t...t:/:-rr:?.:....o,t:......:::'2-:;:_ __ 
h'( Sender (If other than Sponsor). CP. s'E LA '3.S ) W\f\ ~ f>\'"~'1) ),):J 
COMPLIANCE 

St11dy to bfJ penormed under LPA Good Laboratory Practice regulallons (40 CFR Part 160) and •n accordanca to 
$landar~J opera t•:-liJ procedures 
f..d Y··s 
..J Nn ll~o11 Gl P Study) 

PROTOCOL MODIFICATIONS 

..c:(0Arprov.:rt mtlloul modrflcallon Ci) 

:;tJ 1\f 1Yove<1 wuh rnodt ficr~llon Supplemental information Form Attached - t!lves 0 No 

..GJ4•.d.lt~ p..:r ..,,,,.I b a/10 t eacr,·<c piau mutt d.ssra.w t&ifachm(,J. /15 /tJ-11.2 til 

APPROVAL SIGNATURES 

SPONSOR· 

NAME 

~'"'~'"~-??~ 
TITLE· _ __,R_,e,..g..,u,la,_,to>!!ryCL..>Sc""'-'te<'-n!!lt!.>!JSt..__ __ _ 

SIGNATURE --='"'---=~=-.J...'~~---=~-~-..;_ __ _:::::;_f------ DATE 

PHONE 302 454 8102 FAX:. _ _,3..,0:.:2...;;·4""54..:...-..... 80""0""9'--- EMAIL. dlach@sanosilglobal com 

hx con/ldr:ntta/1/y purposes. study lnformallon wtfl be released only to the Sponsor/Representative Stgnmg 
the protocol (above) unless other individuals are speafically authorized in writmg lo receive study information. 

Other mdNiduals authorized to rcc~ive infom1ation regarding this study: o See Anached 

Jd.Affh~ow ~A.I.:JJBw""-'----=--------
study Dtrector 

SIGNA I tJHF. L4tt6 lJd:/2 _____ _ 
Study Director 

DATE _::....:;/ 0_-_1 1_~_1 ~---'--

________ :;...l+o.::':;...'#"':;...':..:"'' 11"1'0rm!l~ 
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Attachment To ATS Labs Protocol - SAN01101111 .CUST 

Carrier Placement Diagram 

/ 

/ I 

Carr1ers w111 be placed on lh~ horizontal lines throughout the room llon7ontat ltnes near the floor represent 
honlontal earner placemcm on lhe noor. Elevated lines in the upper corners and center wall faces w1ll conta1n 
Petri dl::hes randomly placed- In nat or near vertical pOSitions The app1tcat1on system. and any needed· 
~ccessoues ·(hum1d1f1er fans. etc.) are not tncluded tn the d1agram at th1s t1me. They w111 be Included 1n the 
locatton 01agram 1ncluded 1n the final report 


